rogenic contaminants in the cortisol-containing extract of plasma, as detected by thin-layer chromatography and chemically, were triglycerides and total cholesterol.
These contaminants contributed an average of 1.6 tg/dl to the total normal cortisol value. Fatty acids were also found, but did not fluoresce. Nonspecific serum fluorogens were quantitated at 1.3 ± 1.2 tg/dl.
Cortisol, corticosterone, and fluorogenic contaminants represented an average of 62.0, 29.1, and 9.9%, respectively, of the total fluorometric plasma cortisol value obtained (expressed in terms of cortisol standard).
A ratio of 8.3 ± 2.4 was found for cortisol/corticosterone when each component was determined in terms of its respective standard.
Fluorescence scans of the plasma cortisol extract indicated cortisol to be the main component present, accompanied by minor fluorescent contaminants. 
Materials and Methods
Apparatus Apparatus for measurements of total fluorescence and radioactivity were the same as previously reported (14) . 
Results and Discussion
Thin-layer chromatography of cortisol-containing extracts.
To determine if contaminants of lipid nature were present in the cortisol serum extracts, we chromatographed these on silica-gel thin-layer chromatographic plates, together with corticosteroid and lipid standards.
The results are shown in Figure 1 . Four principal chromatographic spots-numbered 1, 2, 4, and 6-and two minor ones-numbered 3 and 5-were developed from the serum extracts.
The migration of these spots were compared to that of standards. were determined in terms of corticosterone standard, and the distribution in concentration of cortisol, corticosterone, and fluorogenic contaminants (which include the pre-and post-corticosteroid silica-gel fractions) was redetermined ( Table  2) . In this case, cortisol, corticosterone, and the fluorogenic contaminants accounted for an aver'age of 74. 7.4%, 9.3 ± 2.1%, and 16.4 ± 6.5%, respectively (range, The values found for the nonspecific and specific fluorogenic contaminants did not account for all the fluorogenic contaminants present in the serum extract, because concentrations ranging from 0.9 to 5.4 ig/dl were obtained for the silica-gel fluorogenic contaminant fraction (Table  2 ). In fact, thiri-layer chromatographic spots No. 3, 5, and 6 from the serum extract ( Figure 1) were not identified.
Fluorescence scannings of cortisol extract. To further the studies on the specificity of the cortisol serum extracts, a fluOrescence scan of the extract was run and compared with that of cortisol standard ( Figure 4A,B) . The fluorescence spectrum of the conresponding reagent blank, is shown in Figure  5 . Usui and Kawamoto (13) , which they identified as F (395 and 445 nm peak) in their system, and which they state is the major cause of contamination for the fluorometry of li-hydroxycorticosteroids. However, we did not find the 395, 445 nm fluorescence peak to be as intense as the corresponding one reported by the above-mentioned authors, and its contribution to the total cortisol value would be very small or negligible using the wavelengths proposed for this method (14) . 
